SUPPLEMENTAL PRELIMINARY AMENDMENT 

Serial Number: 10/678,961 
Filing Date: October 3, 2003 

Title: VECTORS FOR DIRECTIONAL CLONING . 

Tn the Claims 

Please amend the claims as follows: 

1 . (Original) A method for the directional subcloning of DNA fragments comprising: 

a) providing a first vector comprising a first selectable marker gene and a DNA sequence 
of interest, which DNA sequence of interest is flanked by at least two restriction enzyme sites, 
wherein at least one of the flanking restriction enzyme sites is a site for a first restriction enzyme 
which has infrequent restriction sites in cDNAs or open reading frames from at least one species 
and generates complementary single-strand DNA overhangs, wherein at least one of the flanking 
restriction enzyme sites is for a second restriction enzyme which has infrequent restriction sites 
in cDNAs or open reading frames from at least one species and generates ends that are not 
complementary to the overhangs generated by the first restriction enzyme, wherein digestion of 
the first vector with the first restriction enzyme and the second restriction enzyme site generates a 
first linear DNA fragment which lacks the first selectable marker gene but comprises the DNA 
sequence of interest; 

b) providing a second vector comprising a second selectable marker gene which is 
distinguishable from the first selectable marker gene and non-essential DNA sequences, 
optionally including a counterselectable gene, which non-essential sequences are flanked by at 
least two restriction enzymes sites, wherein at least one of the flanking restriction enzyme sites in 
the second vector is for a third restriction enzyme which generates complementary single-strand 
DNA overhangs that are complementary to the single-strand DNA overhang generated by the 
first restriction enzyme in the first linear DNA fragment, wherein at least one of the flanking 
restriction sites in the second vector is for a fourth restriction enzyme which generates ends that 
are not complementary to the ends generated by the first or third restriction enzyme but can be 
ligated to the ends generated by the second restriction enzyme, and wherein digestion of the 
second vector with the third restriction enzyme and the fourth restriction enzyme generates a 
second linear DNA fragment which lacks non-essential DNA sequences but comprises the 
second selectable marker, which second linear DNA fragment is flanked by ends which permit 
the oriented joining of the first linear DNA fragment to the second linear DNA fragment; and 
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c) combining the first and second vectors, the first vector and the second linear DNA 
fragment, or the second vector and the first linear DNA fragment in a suitable buffer with one or 
more restriction enzymes and optionally DNA ligase under conditions effective to result in 
digestion and optionally ligation to yield a mixture optionally comprising a third vector 
comprising the first and second linear DNA molecules which are joined in an oriented manner. 

2. (Original) The method of claim 1 wherein the second restriction enzyme generates blunt 
ends and the first linear DNA fragment is flanked by a first single-strand DNA overhang and a 
blunt end. 

3. (Original) The method of claim 1 wherein the first and third restriction enzymes are not 
the same. 



are 



4. (Original) The method of claim 1 wherein the second and fourth restriction enzymes 
not the same. 

5. (Original) The method of claim 1 wherein the second and fourth restriction enzymes 
generate blunt ends. 

6. (Original) The method of claim 1 wherein the first restriction enzyme is SgfL 

7. (Original) The method of claim 6 wherein the second restriction enzyme is PmeL 

8. (Original) The method of claim 1 wherein the third restriction enzyme generates a 3' TA 
overhang. 

9. (Original) The method of claim 8 wherein the third restriction enzyme is Pvul or Pad. 



10. (Original) The method of claim 1 wherein the DNA sequence of interest comprises 
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open reading frame comprising one or more sites for the first or second restriction enzyme. 

11. (Original) The method of claim 10 wherein prior to digestion with the one or more 
restriction enzymes, the sites for the one or more restriction enzymes in the open reading frame 
are protected so as to prevent digestion. 

12. (Original) The method of claim 11 wherein the sites are protected by methylation. 

13. (Original) The method of claim 12 wherein prior to methylation the flanking sites for the 
first or second restriction enzyme are contacted with an oligonucleotide complementary to the 
flanking restriction enzyme site and RecA. 

14. (Original) A vector system for cloning comprising: 

a first vector comprising a first selectable marker gene and a DNA sequence of interest, 
which DNA sequence of interest is flanked by at least two restriction enzyme sites, wherein at 
least one of the flanking restriction enzyme sites is a site for a first restriction enzyme which has 
infrequent restriction sites in cDNAs or open reading frames from at least one species and 
generates complementary single-strand DNA overhangs, wherein at least one of the flanking 
restriction enzyme sites is for a second restriction enzyme which has infrequent restriction sites 
in cDNAs or open reading frames from at least one species and generates ends that are not 
complementary to the overhangs generated by the first restriction enzyme, wherein digestion of 
the first vector generates a first linear DNA fragment which lacks the first selectable marker gene 
but comprises the DNA sequence of interest, wherein the restriction enzyme sites are designed 
such that the first linear DNA fragment can be religated directly to a second vector comprising a 
second selectable marker gene which is distinguishable from the first selectable marker gene and 
non-essential DNA sequences, optionally including a counterselectable gene, which non-essential 
DNA sequences are flanked by at least two restriction enzymes sites, wherein at least one of the 
flanking restriction enzyme sites in the second vector is for a third restriction enzyme which 
generates complementary single-strand DNA overhangs which are complementary to the single- 
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strand DNA overhangs generated by the first restriction enzyme, wherein at least one of the 
flanking restriction sites in the second vector is for a fourth restriction enzyme which generates 
ends that are not complementary to the ends generated by the first or third restriction enzyme but 
can be ligated to the ends generated by the second restriction enzyme, wherein digestion of the 
second vector with the third and fourth restriction enzymes generates a second linear DNA 
fragment which lacks the non-essential DNA sequences but comprises the second selectable 
marker gene, wherein the second linear DNA fragment is flanked by ends which permit the 
oriented joining of the first linear DNA fragment to the second linear DNA fragment. 

15. (Original) The vector system of claim 14 wherein the second restriction enzyme generates 
blunt ends and the first linear DNA fragment is flanked by a first single-strand DNA overhang 
and a blunt end. 

16. (Original) The vector system of claim 14 wherein the first and third restriction enzymes 
are not the same. 

17. (Original) The vector system of claim 14 wherein the second and fourth restriction 
enzymes are not the same. 

18. (Original) The vector system of claim 14 wherein the second and fourth restriction 
enzymes generate blunt ends. 

19. (Original) The vector system of claim 14 wherein ligation and oriented jointing yields a 
third vector encoding a N-terminal fusion protein which is encoded by the DNA sequence of 
interest and nucleic acid sequences 5' to the 3' end of the second linear DNA fragment. 

20. (Original) The vector system of claim 14 wherein ligation and oriented joining yields a 
third vector encoding a C-terminal fusion protein which is encoded by the DNA sequence of 
interest and nucleic acid sequences 3' to the 5* end of the second linear DNA fragment. 
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21. (Original) The vector system of claim 14 wherein ligation and oriented joining yields a 
third vector encoding a fusion protein which is encoded by the DNA sequence of interest and 
nucleic acid sequences 5' and 3' to the respective 3' and 5' end of the second linear DNA 
fragment. 

22. (Original) The vector system of claim 14 wherein ligation and oriented joining yields a 
third vector encoding a fusion protein encoded by the DNA sequence of interest and the 
exchange site(s) created by the oriented joining. 

23 . (Original) The vector system of claim 14 wherein one of the restriction enzymes is Aarl, 
Ascl, BbrCl, Cspl Dral, Fsel, Notl, Nrul, Pad, Pmel, Pvul, Sapl, Sdal, Sfil, Sgfl, SpO, Srfi, 
Swal or a restriction enzyme which has the same recognition site as Aarl, Ascl, BbrCl, Cspl, 
Dral, Fsel, Notl, Nrul, Pad, Pmel, Pvul, Sapl, Sdal, Sfil, Sgfl, SpR, Srfi, Swal. 

24. (Original) The vector system of claim 20, 21 or 22 wherein the fusion protein is a GST 
fusion protein, GFP fusion protein, thioredoxin fusion protein, maltose binding protein fusion 
protein, protease cleavage site fusion protein, metal binding domain fusion protein or 
dehalogenase fusion protein. 

25. (Original) The vector system of claim 20, 21 or 22 wherein the fusion protein is more 
soluble, easier to purify or easier to detect relative to the corresponding non-fusion protein. 

26. (Original) A kit comprising the vector system of claim 1 4. 

27. (Original) A method for producing a vector suitable for expression of an amino acid 
sequence of interest, comprising: 

combining at least two vectors in a suitable buffer with one or more restriction enzymes 
and optionally DNA ligase under conditions effective to result in digestion and optionally 
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ligation to yield a mixture optionally comprising a third vector, wherein a first vector comprises a 
first selectable marker gene and a DNA sequence of interest, which DNA sequence of interest is 
flanked by at least two restriction enzyme sites, wherein two or more of the flanking restriction 
enzyme sites are sites for a first restriction enzyme which is a hapaxoterministic restriction 
enzyme, wherein digestion of the first vector with the first restriction enzyme generates a first 
linear DNA fragment which lacks the first selectable marker gene but comprises the DNA 
sequence of interest and a first pair non-self complementary single-strand DNA overhangs, 
wherein a second vector comprises a second selectable marker gene which is distinguishable 
from the first selectable marker gene and non-essential DNA sequences that optionally include a 
counterselectable gene, which non-essential DNA sequences are flanked by two or more 
restriction enzyme sites, wherein two or more of the flanking sites in the second vector are for a 
second restriction enzyme which is a hapaxoterministic restriction enzyme, wherein digestion of 
the second vector with the second restriction enzyme generates a second linear DNA fragment 
which lacks non-essential DNA sequences but comprises the second selectable marker gene and 
a second pair of non-self complementary single-strand DNA overhangs, wherein each of the 
second pair of the non-self-complementary DNA overhangs is complementary to only one of the 
single-strand DNA overhangs of the first pair of non-self complementary single-strand DNA 
overhangs and permits the oriented joining of the first linear DNA fragment to the second linear 
DNA fragment. 

28. (Original) A method for producing a vector suitable for expression of an amino acid 
sequence of interest, comprising: 

combining at least two vectors in a suitable buffer with one or more restriction enzymes 
and optionally DNA ligase under conditions effective to result in digestion and optionally 
ligation to yield a mixture optionally comprising a third vector, wherein a first vector comprises a 
first selectable marker gene and a DNA sequence of interest, which DNA sequence of interest is 
flanked by at least two restriction enzyme sites, wherein at least one of the flanking restriction 
enzyme sites is a site for a first restriction enzyme which has infrequent restriction sites in 
cDNAs or open reading frames from at least one species and generates complementary single- 
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strand DNA overhangs, wherein at least one of the flanking restriction enzyme sites is for a 
second restriction enzyme which has infrequent restriction sites in cDNAs or open reading 
frames from at least one species and generates ends that are not complementary to the overhangs 
generated by the first restriction enzyme, wherein digestion of the first vector generates a first 
linear DNA fragment which lacks the first selectable marker gene but comprises the DNA 
sequence of interest, wherein a second vector comprises a second selectable marker gene which 
is distinguishable from the first selectable marker gene and non-essential DNA sequences, 
optionally including a counterselectable gene, which non-essential DNA sequences are flanked 
by at least two restriction enzymes sites, wherein at least one of the flanking restriction enzyme 
sites in the second vector is for a third restriction enzyme which generates single-strand DNA 
overhangs which are complementary to the single-strand DNA overhangs generated by the first 
restriction enzyme, wherein at least one of the flanking restriction sites in the second vector is for 
a fourth restriction enzyme that which generates ends that are not complementary to the ends 
generated by the first or third restriction enzyme but can be ligated to the ends generated by the 
second restriction enzyme, and wherein digestion of the second vector with the third and fourth 
restriction enzymes generates a second linear DNA fragment which lacks the non-essential DNA 
sequences but comprises the second selectable marker gene, wherein the second linear DNA 
fragment is flanked by ends which permit the oriented joining of the first linear DNA fragment to 
the second linear DNA fragment. 

29. (Original) The method of claim 28 wherein the second restriction enzyme generates blunt 
ends and the first linear DNA fragment is flanked by a first single-strand DNA overhang and a 
blunt end. 

30. (Original) The method of claim 28 wherein the first and third restriction enzymes are not 
the same. 



31. (Original) The method of claim 28 wherein the second and fourth restriction enzymes 
not the same. 
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32. (Original) The method of claim 28 wherein the second and fourth restriction enzymes 
generate blunt ends. 

33. (Original) The method of claim 28 wherein one of the restriction enzymes is a class HS 
restriction enzyme. 

34. (Original) The method of claim 33 wherein the class HS restriction enzyme is AccBll, 
AceJR, Acim, Adel, Ahdl, Alw26l, Alwl, AlwM, ApaBl AspEl Aspl, AsuHPl, Bbsl, Bbvl BbvR, 
Bcem, BceQ, BcNl, Bfil BgH, Binl, Bmrl, Bpil, Bpml, BpuM, Bsal, Bse3Dl, Bse4l, BseGl, 
BseLl, BseW, Bsgl, Bsll, BsmM, BsmBl, BsmEl, BspMl, BsrDl, Bstlll, BstAPl, BstESl, BstXl 
Bsu6l, Dram, Drdl, DseDl, EamllOAl, EamllOSl, Earl, EchUKl, Eco3ll, EcoSll, EcoNl, 
U396I, Esp3l, Fokl, Faul, Gsul, Hgal, Hphl, MboJl, MsiYl, Mwol, NruGl, PfiMl, W Plel > 
Sfam, TspVL Ksp632l, Mmel, Rlekl, Sapl, Sfil, TaqU, TthU II, Tthl 1 III, Van9\\, Xagl, Xcml, or 
a restriction enzyme which has the same recognition site as AccBll, AceTH, AclWl Adel, Ahdl, 
Alw26l, Alwl Alwm, ApaBl, AspEl, Aspl, AsuEPl, Bbsl, Bbvl, Bbvll, BceS3l, Bcefl, BcNl, Bfil, 
BgR, Binl, Bmrl, Bpil, Bpml, BpuAl, Bsal, Bse3Dl, BseAl, BseGl, BseLl BseVl, Bsgl Bsll, 
BsmM, BsmBl BsmEl, BspUl, BsrDl, Bstlll, BstAPl, Bst¥5l, BstXl, Bsu6l, Dram, Drdl, 
DseDl, EamllOAl, EamllOSl, Earl, EchUKl, Eco3ll, EcoSll, Ecom, il396I, Esp3l, Fokl, Faul, 
Gsul, Hgal, Hphl, MboE, MsiYl, Mwol, NruGl, PfML PfiFl, Plel, Sfam, TspW, Ksp632l, 
Mmel, RleAl, Sapl, Sfil, TaqXL, 7M111I, Tallin, Van9ll, Xagl, Xcml. 

35. (Original) The method of claim 33 wherein one of the restriction enzymes is Aval, 
AmaSll, Bcol, BsoBl, Ecom, Avail, EcoAll BmelZl, HgiEl, Sinl, Banl, AccBll, Bshm, £co64I, 
Bfml, BstSVl, Sfcl, BpulOl, BsaUl, BscCl, Bsml, Mval269l, BshUSSl, BsaOl, BsiEl, BstMCl, 
Bsell, BseM, Bsrl, CfrlOl, Bsil, BssSl, Bst2Bl, BsiZl, AspS9l, Cfrl3l, Sau96l, Bspll20l, Blpl, 
Bpul 1021, Celll, BstACl BstDEl, Ddel, Cpol, Cspl, Rsrll, Dsal, BstDSl, Eco24l, BanU, 
£coT38I, FriOl, HgiJU, Ecol30l, Styl BssTll, EcoTUl, Erhl, Espl, Blpl, Bpul 1021, Bspll20l, 
CeM, HgiM, BsiHKAI, Alw2ll, AspKl, Bbvl2l, HinO, Psp??l, PpuW, Psp5U, SanDl, Sdul, 
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BspUm, Bmyl, Seel, BsaJl, BseDl, Sfel Bfml, BstSK, SmK, or a restriction enzyme which has 
the same recognition site as Aval, AmaSll, Bed, BsoBl, EM Avail, EeoAll, BmelSl, HgiEl, 
Sinl, Banl, AeeBll, Bshm, Eeo6Al, Bfml, BstSVl, Sfel, BpulOl, BsaMl, BseCl, Bsml, Mval269I, 
BshmSU BsaOl, BsiEl, BsMCl, Bsell, BseW, Bsrl, CfrlOl, Bsil, BssSl, BstlBl, BsiZl, AspS9l, 
CfrUl, Sau96l, BsplllOl, Blpl, Bpul 1021, Ceffl, Z^4CI, BsiDEl, Ddel, Cpol, Cspl, RsrH, Dsal, 
BstDSl, EcolW BanU, EeoT3Sl, FriOl, HgilU, EcoWl, Styl, BssTll, EeoTXAl, Erhl, Espl, Blpl, 
Bpul 1021, ^17201, CelH, HgiPd, BstHKM, Alwlll, AspHl, Bbvlll, Hinfl, PspWl, PpuUl, 
Psp5U, SanDl, Sdul, Bsplltel, Bmyl, Seel, Bsall, BseVl, Sfel, Bfml, BstSVl, Srntt. 

36. (Original) The method of claim 1 or 28 wherein one of the restriction enzymes is Aarl, 
Asel, BbrCl, Cspl, Dral, Fsel, Noil, Nrul, Pael, Pmel, Pvul, Sapl, Sdal, Sfil, Sgfl, SpH, Srfl, 
Swal, or a restriction enzyme that has the same recognition site as Aarl, Asel, BbrCl, Cspl, Dral, 
Fsel, Notl, Nrul, Pael, Pmel, Pvul, Sapl Sdal, Sfil, Sgfl, SpH, Srfl, Swal. 

37. (Original) A method of inducing expression of a DNA sequence of interest in a host cell, 
comprising contacting a recombinant host cell which is deficient in rhamnose catabolism, and 
has a recombinant DNA molecule comprising a rhamnose-inducible promoter operably linked to 
an open reading frame for a heterologous RNA polymerase, with rhamnose and an expression 
vector comprising a promoter for the heterologous RNA polymerase operably linked to a DNA 
sequence of interest. 

38. (Original) The method of claim 37 wherein the DNA sequence of interest is flanked by 
two restriction enzyme sites, wherein one of the flanking restriction enzyme sites is for a first 
restriction enzyme which has infrequent restriction sites in cDNAs or open reading frames from 
at least one species and generates single-strand DNA overhangs, and wherein another flanking 
restriction enzyme site is for a second restriction enzyme which has infrequent restriction sites in 
cDNAs or open reading frames from at least one species and generates ends that are not 
complementary to the overhangs generated by the first restriction enzyme. 
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39. (Previously presented) A method comprising introducing a vector comprising a nucleic 
acid fragment encoding a barnase which lacks a secretory domain into a recombinant host cell 
which expresses barstar from a promoter which is constitutively expressed in prokaryotic cells. 

40. (Original) A method comprising introducing the vector system of claim 14 into a host 
cell, wherein the second vector comprises a counterselectable gene comprising a nucleic acid 
fragment encoding a barnase which lacks a secretory domain. 

41. (Original) A vector comprising an open reading frame 3' to a DNA fragment of no more 
than 30 base pairs, which DNA fragment comprises a ribosome binding site, a Sgfl recognition 
site, and a sequence which, when present in mRNA, enhances the binding of the mRNA to the 
small subunit of a eukaryotic ribosome. 

42. (Original) The vector of claim 41 wherein the DNA fragment includes 
AAGGAGCGATCGCX1ATGX2 (SEQ ID NO:l), and wherein X, and X 2 are individually an A, 

T, G or C. 

43. (Original) A vector comprising a Sgfl recognition site, a sequence which comprises ATG 
and which sequence, when present in mRNA, enhances the binding of the mRNA to the small 
subunit of a eukaryotic ribosome, and an open reading frame which begins at the ATG in the 
sequence. 

44. (Original) A vector comprising a Sgfl recognition site 5 1 to a recognition site for a first 
restriction enzyme which generates blunt ends, which vector, once digested with Sgfl and the first 
restriction enzyme and ligated to a DNA fragment comprising an open reading frame flanked by 
an end generated by a second restriction enzyme that generates a 3' TA overhang and an end 
generated by a third restriction enzyme which has infrequent restriction sites in cDNAs or open 
reading frames from at least one species and generates blunt ends, yields a recombinant vector 
comprising the open reading frame. 
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45. (Original) The vector of claim 44 wherein the first and third restriction enzymes are the 
same. 

46. (Original) The vector of claim 44 wherein the first and third restriction enzymes are 
different. 

47. (Original) The vector of claim 44 wherein the first restriction enzyme is Pmel, EcoRV or 
Ball. 

48. (Original) The vector of claim 44 wherein the first restriction enzyme is Pmel, Dral, 
EsaBC3l, Hindm, Hpal, Scil or Swal. 

49. (Original) The vector of claim 44 wherein the first restriction enzyme is Alul, Ball, BfrBl, 
BsaAI, BsaBl, BsrBl, Btrl, CacSl, Cdil, CviJl, CviRl, EcoAim, EcolSl, EcolCRl, EcoRV, 
FnuDTL, FspAI, Hael, HaeUl, HpySl, Lpnl, Mlyl, Msll, Mstl, Nael, NalTV, Nrul, NspBU, Olil, 
PmaCl, Pmel, PshAd, Psil, PvuR, Rsal, Seal, Smal, SnaBl, Srfi, Sspl, SspDSl, Stul, Xcal, Xmnl, 
or Zral. 

50. (Original) The vector of claim 44 wherein the restriction enzyme that generates a 3' TA 
overhang is Sgfl. 

5 1 . (Original) The vector of claim 44 which further comprises an open reading frame which 
includes the Sgfl site. 

52. (Original) The vector of claim 44 which comprises a ribosome binding site 5' to the 
nucleotide cleaved by Sgfl. 



53. (Previously presented) The vector of claim 44 wherein ligation generates the following 
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sequence in the recombinant vector AAGGAGCGATCGCYATG (SEQ ID NO:69) or 
X^zXsGCGATCGCCATG (SEQ ID NO:70), wherein X,-X 3 , X 2 X 3 G or X 3 GC is a codon which 
is not a stop codon, and wherein Y is A, T, G or C. 

54. (Original) The vector of claim 44 wherein ligation generates the following sequence in 
the recombinant vector X,X 2 X3GTTTY,Y 2 , wherein X,X 2 X 3 is a codon in an open reading frame 
which is not a stop codon and Yi and Y 2 each =A, Y! = A and Y 2 = G or Y, = G and Y 2 = A. 

55. (Original) The vector of claim 44 wherein ligation generates the following sequence in 
the recombinant vector X]X 2 X 3 GTTTYiY 2 , wherein X,X 2 X 3 , X 2 X 3 G or X 3 GT is a codon in an 
open reading frame which is not a stop codon and Yi is not A when Y 2 is A or G, or Y, is not G 
when Y 2 is A. 

56. (Original) A vector comprising a first open reading frame which includes a Sgfl 
recognition site and a recognition site which is not in the open reading frame for a restriction 
enzyme that has infrequent restriction sites in cDNAs or open reading frames from at least one 
species and generates blunt ends, which vector, once digested with Sgfl and the restriction 
enzyme which has infrequent restriction sites in cDNAs or open reading frames from at least one 
species and generates blunt ends, and ligated to a DNA fragment comprising a second open 
reading flanked by a single-strand 3* TA DNA overhang and a blunt end, yields a recombinant 
vector comprising a third open reading frame comprising the first and second open reading 
frames, which third open reading frame encodes a fusion peptide or protein. 

57. (Currently Amended) A vector comprising a ribosome binding site which optionally 
overlaps by one nucleotide with a Sgfl recognition site and a recognition site which is not in the 
open reading frame for a restriction enzyme that has infrequent restriction sites in cDNAs or 
open reading frames from at least one species and generates blunt ends, which vector, once 
digested with Sgfl and the restriction enzyme that has infrequent restriction sites in cDNAs or 
open reading frames from at least one species and generates blunt ends, and ligated to a DNA 
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fragment comprising an open reading frame encoding a peptide or polypeptide flanked by 

5' CGCCATGX,Yi (SEP ID NO:2) 
3' TAGCGGTACX2Y2 (SEQIDNO:71) 

and a blunt end, yields a recombinant vector which encodes the peptide or polypeptide, wherein 
X, is the first codon which is 3' to the start codon for the open reading frame, wherein X 2 is the 
complement of X, wherein Yi is the remainder of the open reading frame, and wherein Y 2 is the 
complement of Yi. 

58. (Original) The vector of claim 57 wherein X! = GRiR 2 , wherein Ri or R 2 = A, T, C or G. 

59. (Original) A vector comprising a first open reading frame which includes a Pmel 
recognition site and is flanked at the 5' end by a recognition site for a first restriction enzyme that 
generates complementary single-strand DNA overhangs, which vector, once digested with Pmel 
and the first restriction enzyme, and ligated to a DNA fragment comprising a blunt end at the 5' 
end of a second open reading frame and an end generated by a second restriction enzyme which 
generates single-strand DNA overhangs which are complementary to the single-strand DNA 
overhangs generated by the first restriction enzyme, yields a recombinant vector comprising a 
third open reading frame comprising the first and second open reading frames. 

60. (Previously presented) The vector of claim 59 wherein the third open reading frame 
includes N,N 2 N 3 GTTTN4N 5 R (SEQ ID NO:72), wherein N,N 2 N 3 and TN 4 N 5 are codons that do 
not code for a stop codon, and wherein R is one or more codons. 

6 1 . (Original) The vector of claim 59 wherein the blunt end of the DNA fragment is 
generated by a restriction enzyme other than Pmel. 



62. (Original) The vector of claim 59 wherein the blunt end of the DNA fragment is 
generated by Pmel digestion. 
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63. (Original) A vector comprising a first open reading frame which includes a Pmel 
recognition site and is flanked at the 5' end by site for a first restriction enzyme that generates 
complementary single-strand DNA overhangs, which vector, once digested with Pmel and the 
first restriction enzyme, and ligated to a DNA fragment comprising a blunt end and an end 
generated by a second restriction enzyme which generates single-strand DNA overhangs which 
are complementary to the single-strand DNA overhangs generated by the first restriction enzyme, 
yields a recombinant vector which includes N1N2N3GTTTN4N5, wherein NiN 2 N 3 GTTT is a 
sequence from the 3' end of the digested expression vector, wherein N,N 2 N 3 do not code for a 
stop codon, and wherein N 4 and N 5 = A, or N 4 = A and N 5 = G or N 4 = G and N 5 = A. 

64. (Original) The vector of claim 63 wherein the blunt end of the DNA fragment is 
generated by Pmel digestion. 

65. (Original) The vector of claim 63 wherein the blunt end of the DNA fragment is 
generated by a restriction enzyme other than Pmel. 

66. (Original) A method for performing genetic analysis, comprising: 

a) populating a database of genetic data with a plurality of genetic records; 

b) querying the database of genetic data to identify a first subset of genetic records, 
wherein each record has at least one recognition site for one predetermined restriction enzyme or 
for restriction enzymes included in a set of predetermined restriction enzymes; and 

c) determining a set of statistics associated with the restriction enzyme recognition 
sites for at least a second subset of genetic records in the first subset. 

67. (Original) The method of claim 66 wherein determining the set of statistics includes 
determining a number of genetic records including recognition sites for one predetermined 
restriction enzyme or for each of the predetermined restriction enzymes in the set. 



68. (Original) The method of claim 66 wherein determining the set of statistics 
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determining a number of occurrences of at leas, one site for the one predetermined reaction 
enzyme or for the predetermined restriction enzymes in a genetic record in the second subset. 

69. (Original) The method of claim 66 wherein the genetic records comprise nucleic acid 
sequences. 

70 (Original) The method of claim 66 further comprising filtering the subset of genetic 
records to include or exclude genetic records having one or more selected characteristic, 

71 (Original) The method of claim 66 further comprising filtering the subset of genetic 
records to exclude genetic records having a size greater than a predetermined value. 

72. (Original) The method of claim 71 wherein the predetermined value is 21000 characters. 

73 (Original) The method of claim 66 further comprising determining the sequence of 
specific bases which are present as ambiguous bases within a recognition site or which are 
present between a recognition site for a restriction enzyme and the position at which the 
restriction enzyme cleaves DNA containing the recognition site. 

74. (Original) The method of claim 66 wherein at least one of the restriction enzymes has a 6 
bp, 7 bp or 8 bp recognition site. 

75. (Original) The method of claim 66 wherein at least one of the restriction enzymes is a 
hapaxoterministic restriction enzyme. 

76. (Original) A computerized system for genetic analysis, comprising: 
a database of genetic data; 

a processor; 

a set of one or more programs executed by the processor causing the processor to; 
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query the database of genetie data to identify a first subset of genetie reeords, 
wherein each record has at least one recognition site for one predetermined restriction 
enzyme or for restriction emtymes included in a se, of predetemrined restriction enzymes, 
and; 

determine a set of statistics associated with the restriction enzyme recognition 
sites for at least a second subset of genetic records in the first subset. 

77 (Original) A recombinant vector prepared by digesting a vector comprising a Sgfl 
recognition site 5' to a recognition site for a first restriction enzyme which generates blunt ends, 
with Sgfl and the first restriction enzyme and ligating the digested vector to a DNA fragment 
comprising an open reading frame flanked by an end generated by a second restriction enzyme 
that generates a 3' TA overhang and an end generated by a third restriction enzyme which has 
infrequent restriction sites in cDNAs or open reading frames from at least one species and 
generates blunt ends. 

78. (Original) A support comprising a plurality of recombinant vectors, one or more of which 
comprise a different open reading frame, wherein each recombinant vector is prepared by 
digesting a vector comprising a Sgfl recognition site 5' to a recognition site for a first restnction 
enzyme which generates blunt ends, with Sgfl and the first restriction enzyme and ligating the 
digested vector to a DNA fragment comprising an open reading frame flanked by an end 
generated by a second restriction enzyme that generates a 3' TA overhang and an end generated 
by a third restriction enzyme which has infrequent restriction sites in cDNAs or open reading 
frames from at least one species and generates blunt ends. 

79. (Original) The support of claim 78 which a multi-well plate, the wells of which optionally 
each comprise a different recombinant vector. 

80 (Previously presented) The support of claim 78 wherein the different open reading frames 
include open reading frames having nucleotide substitutions of a selected open reading frame 
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which different open reading frames are prepared by mutagenesis of the selected open reading 



frame. 



